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Target	protein Dilution Amplification	 Antibody	animal	background
B-catenin 1:100 Directly	Conjugated	Secondary Mouse
B-catenin 1:1000 Strep Rabbit
ACTH 1:150 Directly	Conjugated	Secondary Rabbit
Cyclin	D2 1:200 TSA Rabbit
Cytokeratin	8 1:50-1:100 TSA Rabbit
GH 1:100 Directly	Conjugated	Secondary Monkey
Ki67 1:200 Directly	Conjugated	Secondary Rabbit
Lef1 1:500 TSA Goat
LH 1:50 Directly	Conjugated	Secondary Guinea	Pig
Pou1f1 1:500 Directly	Conjugated	Secondary Rabbit
Prop1 1:100 TSA Guinea	Pig
Sf1 1:250 TSA Mouse
Sox2 1:200 TSA Rabbit
Sox9 1:100 Strep Rabbit
Tbx19 1:200 Directly	Conjugated	Secondary Rabbit
TSH 1:100 Directly	Conjugated	Secondary Guinea	Pig
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Figure	5.	Histological	sections	of	wild	type	and	mutant	mouse	pituitary	marked	with	antibody	specific	for	β-catenin	
at	E12.5	(a-b),	E14.5	(c-d),	and	E16.5	(e-f).	At	E12.5,	localization	of	β-catenin	begins	(white	arrows)	and	localization	is	
prominent	at	E14.5	and	E16.5	
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Figure	6.	Double	immunostain	for	PROP1	
and	β-CATENIN	in	wild	type	(a)	and	
mutant	pituitaries	(b).	Area	contained	by	
the	white	box	(b)	is	magnified	for	further	
examination	in	panels	c-e.	PROP1	(d)	is	
only	expressed	in	regions	with	low	
expression	of	β-CATENIN	and	is	absent	in	
high	β-CATENIN	regions	(c).	(e)	shows	a	
double	immunostain	for	PROP1	(red)	and	
β-CATENIN	(green).			
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 Figure	7.	Immunostaining	of	histological	sections	of	wild	type	and	mutant	pituitary	with	an	
antibody	specific	for	LEF1	(a-b),	indicating	stimulation	of	Canonical	WNT	signaling	at	E16.5.	
Immunostain	for	LEF1	at	E12.5	(c-d)	showing	localization	of	LEF1	in	mutant	pituitaries	(white	
arrows).	
Double	immunostaining	for	β-catenin	and	LEF1	at	E14.5	and	E16.5	in	mutant	pituitaries,	
demonstrating	localization	of	LEF1	in	high	β-catenin	regions	(e-f).		
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Figure	8.	Immunostaining	of	histological	sections	of	wild	type	and	mutant	pituitaries	
for	combination	of	β-catenin	and	SOX2	(a-b),	SOX9	(c-d),	Ki67	(e-f),	or	CYCLIN	D2	(g-h)	
as	indicated.	Region	surrounded	by	yellow	indicate	high	β-catenin	regions	that	fail	to	
express	SOX2,	SOX9,	Ki67,	or	CYCLIN	D2,	respectively.	TUNEL	was	performed	at	E14.5	
on	wild	type	and	mutant	pituitaries	to	access	presence	of	apoptosis	(i-j).	
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Figure	9.	Immunostaining	of	
sections	of	wild	type	and	
mutant	pituitaries	with	
antibodies	specific	for	
markers	of	cell	lineages	
POU1F1	(a-b),	SF1	(c-d),	and	
TBX19	(e-f)	at	E16.5	
revealing	the	complete	
absence	of	all	cell	lineage	
markers	in	mutant	
pituitaries.		
	
Figure	10.	Immunostaining	of	sections	of	wild	
type	and	mutant	pituitaries	at	E18.5	with	
antibodies	specific	for	hormones	GH	(a-b),	TSH	
(c-d),	ACTH	(e-f),	and	LH	(g-h).	In	mutant	
pituitaries	at	E18.5,	there	is	a	complete	loss	of	
all	hormones	of	the	anterior	pituitary.		
